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The following items were the Lain subjects of o~r

study during the last year

,Study No. 1 with reference to our last report of

1978 immunization experiments with high doses of irrad-

iation with Cobalt 60 are terminated and the, study with

its results are as follows .

In a previous study a trial of inducing protection

by Immunization of mice with low doses of cobalt . 60

irradiated cercariae was carried out

The results were rather encouraging yet follow up of

immunized animals failed to give satisfactory resistance

to new. infection .

However protection to Schistosoma infection with

attenuated parasite has been reported in several animal

models using/ irradiated cercariae by ultra violet
2-5 6-12

x orK rays . Single or multiple doses were found

to give different end results in the over all protection.

The present study deals with induction of protective

i=inity by using high doses of irradiation in attenuating
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the cercariae . The study deals also with inve.ti -tirz

the mechanism of i:_.unity by evaluating th- chLre,; in

humoral , cell mediated nd in unorathological vr-'rti. ns.

Lice used in all experiments were inbred 6 weeks

old female (Charles River) strain

Cercariae : -

Pooled cercariae from large numbers of Planorbis

boissyi snails infected with an Egyptian strain of

S.mansoni .

Cobalt 60 Irradiation "-

Central uniform irradiation was applied from a Gamma

cell 220 cobalt 60 " Noratom Nor Control" at the National

Institute of Radiology Dorki Center. This cell delivered

90 rads/second . Cercariae were suspended in about 50 ml

of dechlorinated tap water . Irradiated cercariae were

used within 30 minutes of irradiation.

Infection :-

All celcariae whethbr irradiated or non irradiated

were administered , percutaneously by tail immersion.

Recovery of adult worms :-

Adult worms recovered from mesenteric veins by perf-

usion , 8 weeks following the infection

Calculation : -

15
Resistance is expressed according to .:ethod of 4,:inard
20

et al as percent reduction in number of worms recovered

from experimental animals
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Where Ic = im...unized and ctallened anima.ls

C = non imnunized ind challenred only.

I = im:munized and non chiliered

Thus I-(Ic-I)xlO0= , reuction for individual mouse.

C

EAC rosette forming lym.phocytes

B- lymphocyte cell population w,s prepared from

the spleens of newly killed mice. Spleen cells were

separated by dissection then were suspended in phos-az:e

buffered saline(PBS) of pH 7.2 . These cells were :1.en

washed 5 times by centrifugation at 2000 rpm for 5

minutes in the same medium . The washed cells were then

suspended in minimum essential Ledium (2.) supplimented

with 155 foetal calf serum , and diluted in such a way that

the cell count/ml will amouint to 4 x 106.

Preparation of sheep erythrocytes(E) :-

Sheep erythocytes (E) were sensitized with anjisheep

erthrocytes (A) and mice complement (c) by the modified

method of Shevach et al . Equal volumes of sheep erythro -

cytes of 0.5 % were collected in equal volumes of sterile
+0

Alzevers solution and stored at +4 C then used after 48

hours.( E ) cells were washed 3 times with PBS then 0.5 ml

was taken and sensitized with a subagglutinating dilution

of rabbit anti SRBC hemolysen incgbate for 30 minutes then

centrifuge and wash . The washed(EA) was further incubated

with 1/10 dilution of fresh frozen mouse complement (EAC)

then is resuspended in (LIELI) + 15% foetal calf serum 0.2 of

this latter preparation is added to 0.2 ml of the previously

prepared lymphocyte solution . ,ixture is centrifuged at 20xg

for 5 minutes then incubated for 30 minutes . Cells were then

vigorously resuspended and percentages of rosette forming

cells were calculated

54 K
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Antibody estimation :-

Elisa technique wus used in evaluating the circulctin,

antibody directed against schistosona aansoni adult worm anti:-en

iml of (6 ug/ml of semipurified antigen is dissolved in 0.02,;
0

sodium azide . This was incubated at 37 C in polystyrene tubes
0

for 3 hours , then kept at + 4 C till they are us-d .Just bafore

using the tubes are washed 3 times with(i.3.S.) containing 3.5

tween 20 , lml of the appropriately diluted mice sera ( 1/100 )

with P.B.S are incubated for 6 hours at room temper-.ture , excess

serum is removed and washed as before . lml of diluted antiserum

(0.5uLg)/ml) marked with peroxidase is added and incutated over-

night . Excess of conjugate is removed . The utilized substrate

(hydrogen peroxide + orthodianisidine) is put in contact with

the fixed enzyme for 1 hour . The developed yellow colour is

measured in a spectophotometer at 400 mu. The optimal density

given will be finally proporitonal to the concentration of anti-

body of the infected mice sera Voller et al 17

Immunopathological Study :-

lMethods of Staining

Two stains are used ; haematoxylin and eosin stain and

the Dominici's stain specific for eosinophils used by Colley

et al 18

Results & Discussion:

Results of worm load , rosette forming lymphocytes,.'lisa

and percentage of animals developing liver are shown in Table(l).

From our results , mice immunized with 100 n.cercqriae were

found to acquire detectable resistance to percutaneous cercarial

challenge as evidenced by 77.8% reduction in worm load. This is

in accordance to results reported by Sher et al . In groups

receiving irradiated cercariae, maximum reduction in worm load

A-
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after challenge was that observed in th3 groups receivir.g

20 Kr. units (Ta.55 ) .This is -robably due to the i:.iz-

ation e2fect of the i .:tue stc''!- of the parc.site rs

irradiation dose above 20 Kr. re vent cercriae fr.:,
20

reaching naturity Villella and .einborn . Also Philips
21

et al 1,77 "eported tha.t the i .nologically mediatei rc'i-.-

ance is most effectively sti:.ulated by immature st: gec of

infection .

The percentage of i:AC rosette forming lymphocy-es in

normal infection wrs slightly increased , while a ..rked

depres.-ion in those receiving the irradiated cerc riae -:az

observed . This might te due to the depression of B lyapho-

cytes caused by the effect of the penetrating irradiated

antigen . The non im.unized infected control age group shove..d

the highest percentage of BAC formation which could be exp1.-

ined by the full maturation of the i.....une system of the anim-

al at that age . All groups on challenre could not recover

from that depression except that receiving 20 Kr. dose,w'ic

showed a remarkable increase in the antibody forming cells.

On the otherhand specific antischistosomal antibody

detected by the Elisa titres showed least values in tae .0::r.

-roup , moderate in the mormal contr'ol and highest in the rest

of the irradiated groups

The decrease in the specific antibody titre observed

with the 20 Kr. group may be due to the utilization of this

antibody in the different antibody dependent killing aechan--
22 23

isms reported by many workers Sher et al , Dean et al ,

24 25 26,27,28
Perez , Capron et al , B,,tterworth et al .The

specific antibody in all other groups is somewhqt increased

in the peripheral blood as it is not incorporated in killing

.5 4. 
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mechanism prob-bly due to i.Mature ..e.brane of ef~ector

cells . Also it might not be involved in i,..munocomplex

for:ation . 1oMore work is in advance to test tie cytotoxic

effect of this antibody obtained at normal and differnet

irradiation doses of' infection .

However the 20 Kr. dose was found to be the most

effective irradiating dose that gives the maximum ;rote -

ction in our dose range used . .oreover there may be lots

of other factors that would affect iazunologically the

protection mechanism .

In conclusion from our results we c*:uld say that there

is no direct correlatioh between protection and antibody

levels .

References

I - Hassan,F.,a:ssoud,A.,Rushdy,H., and E.Fa-rag,E.l 79.

Vaccination against Schistosomiasis by irradiated

cercariae.

J.of Egypt Soc.of Parasitology , 9 : 15-23

2 - Perlowagora-Szumlewicz,A., 1964. Studies on acquired

resistance to Schistosona mansoni in mice exposed to

x irradiated cercqriae . Bullw.H.O.,30: 401-412.

3 - Hsu,S.Y.L. Hsu,H.F., and Osborne,J.N., 1969 .Im unization

of rhesus monkeys against schistosome infection by

cercamaie exposed to high doses of X - radiation

Proc.Soc.Ep.Biol. Med., 131 1146-1149

IN



-7-

4 - Hsu,S.Y.L., Lust,G.L., and Hsu,H.F., 1971 . The f.te

of challenge senistosome cercariae in a monkey

immunizea by cercariae exposed to high doses of X-

irradiation. Ptoc.Soc.Exp.Biol., ed., 136: 727-731.

5 - Smithersb.kc., 1962 . ImmunizaLion effect of irradiated

cercariae of Schistosoma mansoni in rhesus monkeys.

Nature, 194 : 1146-1147 .

6 - Villella ,H.B., Gomberg,H.J., and Gould,S.E., 1962

Immune response in mice to irradiated cercariae of

Schistosoma mansoni. J. Parasitol., 48 :(2sect.2)19.

7 - Lichtenberg,L.,Von and Sadun ,L.H., 1963. Parasite

migration and host reaction in mice exposed to irradi-

ated cercariae of Schistosoma mansoni. Exp.Paras::ol.,

13 : 256-265

8 - Sadun,E.H., Bruce,J.I., and Macomber,P.B., 1964

Parasitologic,pat.ologic and serologic reactions to

Schistosoma mansoni in monkeys exposed to irradiated

cercariae . Am.J.Trop.:Med.Hyg. , 13: 548-557.

9 - Erickson,D.G., and Caldwell ,W.L., 1965 . Acquired

resistance in mice and rats exposure to gamma-irradi-

ated cercariae. Am. J.Trop.!ed.Hyg., 14:566-573.

q -



10- Warren,K.S., and Doaingo,E.O., 1970. Schistosema

mansoni, Stage secificity of grcnulona form, tion

around efs after exposure to irradiated cerc:'iae

nisexial infections or dead worms. Zp.Paraitol.,

27 : 60-66 .

11 - Taylor,...G., 1975 .Towiards the development of a

live vaccine for schistosomiasis .Paes 165 - 173

in Nuclear Techniques in lielmintho-ogy Research,

International Atomic Energy Agency, Vienna .

12- Taylor,:.G., James,Z.R.,Nelson,G.S., Bickle,Q.,

Dunne, D.W., end Webbe, G., 1976 . Immunization of

sheep against Schistosoma mattheei using either

irradiated cercariae or irradiated schistosomula.

J. Helminthol., 50 : 1 - 9 .

13 - Villella,J.B.,Gomberg.,H.J., and Gould,S.2.,1961.

Immunization to schistosoma mi.neoni in mice irroc-

ulated v oith irradiated cercariae.Science 134:1073-1075.

14 - Radke ,:I.G., and Sadun,E.H., 1962 . Resistance *roduczd

in mice by exposure to irradiated S.mansoni cerc-rice.

Exp.Parasit. 13 : 134-142.

15 - Linard,P., Dean,D.A., Vannier,W.E., and i.urell,K.D.,

1977 . Effect of immunization on migration of Schisto-

soma mansoni through lungs . Am.J.Trop.Led.Hyg.

(submitted for publication . )

_

' t-



-9

16 - 2~vcii X* Hetor .:.n ,R,-r- 27, n

1., 1972. 11ece-toro fo~r c->t -

on .,,7:nn LeCke C c1~ a 2>nL

*J. Clin.Inv. 51

17 - l Yoe r . nul Jt IG., o r a 0. n I n 1

..sc!roioolic t. st for .a1ia cntb i

J,22 :659

18 -Co:.eY,D.G., 7aaeAYadLe~sFA,]T. 2

resnornseS Tn~UCed andI £ licited by cercri-- £C.:~>

u~ua ansrd cercarial antic-Cni Z 2rearLto 4~ J:r

::ed.'uy?,. Vol. 26 :;6.6-F. 2---95.

19 - 3her ,A., M ackenzie , P., and Smithers,S.R., 1?74

Decreased recovery of invading -ar~usiteS frOM the

luGs as a parameter of acquired i.xz:-ruity to .c-'c--

miasis in the mouse J. Inf~ect. Die., 130 2-.

20 -Villella ,J.B. and '.einborn,:..P. , 1965 Abno-7: -

lities in aduilt schistosoma mansoni developed from

gama irradiated cercariae. J.Parasit. 51 :(sect. 2)

42.

21 -Phillips ,S.M., Reid,VIW.A., Khoury, P.-'-., and Du3ht"Y

B.L. 1977 . The celluar and fuwzoral immune res:ponse to

Schistosoma inansoni infections in Inbred rats.Anm.J.2rcp.

i.ed. & Hyg. Vol. 26 No. 6 4E-53



Partial isolation of a Ai.brano _nrtiga-izr

the fov'.az ior of rtij> lothl, to zuz2z>

culturod in vitro. i.::.znl,1 3)-.

Comnbinedi in Vitro e:ffects of rat antibody C

-ailic leul:ocy-es orzi~ o~ of c-i

=_nsorni * JTo.dM~,23:420-42_

24 -:Porez,H., l 7-4. In%-3sti:-&tion on -.he mec;1ini&-.- of

-retctive iintyto schistooona z-.nsoni in the

rat Ph.D. Theazis 3rel Univorsity. Uxbridge ,.:ii1-

lese7, En~land

25 - Capron,."., 'lessc-int,j.P.9 Joseph, 1-1.9 Roussecu~,l..,

Capron,:.'., and Bazin,H. 1977. Ineraction bct%,.-2_n j

compilexes and macrontages in the rat: A new m-,oc'nna'sc

of macrophage activaLtien . Zw.J I:=a.unol.,In press).

26 -Butt er.orth,.2, Stuarrock,R.F.9 Houba,V., and.FRees,

P.H., 1974 . Anti body-do cendent cell -medLi ed rda7_e

to so-histosomula in vitro. 14cture, 232 : j03-505

27 -Butterworth,A.Z., Sturrock,R.F., Houiba,V. and Taylor,

R.91976 . Schistosoma mansoni in baboons. *,ntibody -

dependent cell mediated damngo to Cr-labelled ser.isto-

aomuJla Clin.Exp. I- ..inol., 25 :95-102

28 -Butterworth,A.B.,Remold,H.G., Houba,V., David,J.Iq.,

FrankeD.,David,P.H., and Sturrock,R.F., 1977. Anti-

body-dependent eosinophil mediated damcge to Or-lab-

elled schistosomula of Schistosoma nansoni: ;,ediat i-.

by IgG and inhibition by antigen-antibody complexes.

J.Immnmol., 118 :2230-2236



- I

C1 +1 4- 1 4I
*, H ) 4 0C- 0 .Cj - - 4

r-4 i

ci. 0 C ) 0 q 0C

4.- C) B 070 0

0 r-I

C1'1

C) -4I -4- -- -.- +4 +1 -1- 
4 -

i +

4-2

co' 2 j k- 0 H
;q .- '0 0) -4 C M -4 J C 4

C) U)

~r C ~ C , \10* + I - ' C)

CT ,j ,-i COi -4% H-0 + +
cc 4* 9 44 4iiI~I -- ) --

E; 0 0 0C)

;AC *)O-I C) 0. ;L, ;4 r '4 H

4. +1 -
41+ 4-- 4-

0 + 1 - 0 0 '0 0- 0C 0.

0 0 0 0 rI
___________. __0__0_0________ .) cI

0~~~~C. 0i0 C - L
Al0 , -. 0- 0 0- 0 0 C'

$1 4 '~0(-C J U 1r-4 (V (n 4

o* HH C)f

5-, '-4 -4 -Ii+ I-I >.4I

S~~ 0 _ _ ~ -



Study No. 11

After standerdizatior of tkhe E'liza teciinqiuo iyi oar

lab., it t-s nececary to evaluate its re- ilts .ni c:

are it v;ith other routine tecnni~ue3.

In a previous -2a: er , Hassan et Ll l?71' o

bilhmrzial -Ltientco dividei into 5 C~irrC.- j-_,s

Quantitative immuno-iobulin estim-t-o=2 .Li~t;

diff -si on of L-nt iccr n nd an~t i b DY t itej-

cell zc.dia*,te3.izai tezts .,.ere pc.':orm, .i for z11

pz-tier-ts .IIBA was fouad to be the Lmost sensftive t- ttt

(positivity razte 70.5 "0' ) comparativrely follo.%ed by 7_'7

(56.E C)and i=zaunod-i-fusi-on (53.9

Enzyme linked in.i unosorbent asa--.y - ;I)fir Et

described by S'ngvall and Perlman 1972 m-uced tc t'z

&mntibodie:s to Trichiiella E- iralis ut'~:~ li~

Trypanosoma cruzi Voller et a! 1975 , .a1 .rirse

Voller et al 1975b, Toxo;lasm& E&ondii Voller l9-7 .- '-,t-.

osis , Bout 1,975 and AmoetU.:sis Bos and -*;ul 1975, Huldt

et al 1975 found that ELISA can be use-d to dJistn~uiZ-.

between Schistzsoma infeocted and uninfected indiviiu--1z,

even in cases w .here conven~tional. serolc ;ical metiiods such,

as indirect flourescant antibody (IFA) tests f~il to detect

antibodies.

The largopt survey using EIS to da-te is tnz.t of Xi

et al 1976 who found it very efficient in letoctin-C in.: :te±-

people in populations where the disease is endc,:7ic

rA
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The aim of the prczcnt work is to co:..pare and ev..lu-to

the efficicncy of t-.rc., 1i,-:..ly .nzitive t--'iorues £Qr

measuring secific .nticc:iistosoe Lrtibodies nanel :

-LISA, IFA and IMAi tests

Patient.c

-irenty six ir ith active bilnarzial infec:in

were studied . All were males.Age ranged between e-60 ycar .

They were classified into 5 clinical groups . Group 1 :Forz:

eight etrly urinary bilnarzial patients . They had a histo,'

of bilharzial infection of less than 3 years; their in

comolaint was haematuril and / or dysruria . Clinical :aa-

ination revoaled neither enlargeaent of the liver or the

spleen . Group 11 : Nine late urinary bilharzial patienms

Symptoms and signs were similarto group 1. They all had

calcification of the bladder and / or the ureters . Group 11:

four early intestinal bilharzial patients . They comnlained

of dys~entery or diarrhoea . Clinical examination revevled

no enlargement of the liver or the spleen • Group IV : ighten

hepatosplenomegalic cases. Their main comp)laint was abJamin-l

discomfort after meals , diarrhoea and / or dysentery.Tney

all had enlargement of the liver and the spleen . Group V

Seven mixed bilharzial cases . Their main complaint was

haematturia and /or dysuria and abdominal discomfort . They

all had enlargement of the liver and the spleen . Group I ,

11 and V passed viable S.haenatobium ova in the urine.Group

111 and IV had viable Samansoni ova in stools . Group V had

viable S.mansoni ova in rectal snips

-

- -
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Twelve norncl individuals ;',ith no ni.;try of bili -rz-

ial infuction Lni ,,itii r. .tive in r c;-.. . i .-.....'..
prreci itin te-t for bilh :'zi:.cis were ccn~i~:er,,d as cn*

Pateints harbourin7 any -ara-site ot:ter t:-an bi!:w~rz -

iasis vere excladed fro,: the agudy to eli-:irtn tac

reactions :.ith ot.r hel'iinthic infections ;chinsci et cl

1976 .

The 3 major ado-ted tecaniques usce. in our st Li,-y*

'LISA, IFA L.nd TH.

Enzyme linked i=.nanosorbqnt assay :-

BLISA technique used can be described in the folloving:

A semipurified worm antigen is dissolved in 0.01 u pnosphate

buffer solution (PBS) of pH 7.2 containing 0.02 percent

sodium azide . 2ml of tmtigen solution ( 6 ug / ml ) was

incubated at 37 C in polystyrene tubes( Biomat liazebrouch )

for 3 hours , then kept at + 4 C till they are used. Just

before using , the tubes are washed 3 times with PBS conta-

ining 0.05 percent of tween 20 then the tubes are evacuated

by aspiration and washed 3 times . 2ml of the appropriately

diluted serum ( 1/500) with above PBS are incubated for 6

hours at room temperature , excess of serum is removed and

washed as before . 2ml of the diluted conjugate( peroxidase

labelled antihuman immunoglobulin ) is added and incubated for

I hour. Excess of conjugate is removed . The used substrate

( hydrogen peroxide plus orthodianisidine ) is put in conta-

ct with the fixed enzyme for 1 hour . The developed yellow

colour is measured in a spectrophotometer at 400 um . The

4

i _ ___
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optimal density given will be proportional to the concentr.-

tion of antibody in the patient's serum . 2nvall &-nd

Perlman 1972 .

Indirect flourescent antibody test:-

IFA technique was carried out by usin5 frozen 2ccti.ns

of adult worms as recommended by ;,ilson et al 1974.or= lin

fixed vhole worm antigen with a flourescin isothic,--mate

labelled rabbit antihu=n I;G (Pasteur) at a dilution of 1/?-

1/lO0 is used .

Indirect hae:.a;j;_lutinEtilon test

The nicrctitro IA. technciue for detection of antbld 3-

was ca:ried out by using lOmg worm antigen . Startirz dilution

Os /P0 and the final one 1/5120 Hassan at al 1978.

All the results were verfied at Immunologic:ul.

logy Department . -edical College , Lille , under the saner-

vision of Professor A. Capron using the same technique and

practically the same reagents

Results and Discussion -

Results are shown in tables 1,11 and ill.

Specific antischistosome antibodies are a major factor

in the development of acquirod resistance to bilharziasis

Oher et al 1975 . There is a great n-ed for highly sensitive

assays to measure accurately the amount of these antibodies

as current Procedures are ralatively insensitiveFife 1971.

The mcean values of MLISA, IFA, I.hA were significantly

higher in all our groups of patients as compared to controls

The humoral antibodies detected by either rethods(-L1SA,IFA,

_________ I I I I
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and IULA ) sho.-'ed significant incrcazirCg val iez v,'ith :Ae

~rortszof 1 v:.Lc is -e to c

in the artigenicity of the dis.a-e }Lk: an et al 1i7:.

The 2ositivity rcate of ELLA in cr bil..; rzi). - tier'

was 62.6 percent and O".2 ;erc-l.t( in ... ptand Lillc

rebncctively ) , of IF.I 7).1 percent ani :f -IL ,'. .7:'c-n

and 75.6 percent , in -gypt and Lilie .e- v - .

gave the most sensitive rcsults . 2he failure of K.T-.. t&

detect antibodies in 17.4 percent ana !9.: erc nt ( in

and Lille res.,ectively ) of our bilharziL! z ttie ,.

active infection may b'-3xnzlr.ne-  by t he :.ntic:n- bi:r _"

antibodies forniing i:Lune comple:,es Kassv.n et Ll 1;7.

Both the positivity rte and the mean values of n: -

body titre recorded by the 3 diagnostic tec :niques un"er

evaluation either in Egypt or Lille v ere significartl' nig.er

in mansoni th[.n haenatobiun infections . T.his y bc e:pl i-?

by species speeificity of antibody r~s,.onse since us. aed

antigen was always that of manscni s)eciec . This finding

agrees v.ith the results concerning Z_.ISA reported by

memorandum issued by 17HO in 1976 , Schinski et al 1976 coul4

not find any satistically significant difference between the

antibody titres detected from sera of :atients with tne 2

species of infection using I!iA technique .

Comparative data of Ifi in Egypt and Lille shov;ed no

significant difference . On the other hand , a slight signifi-

cant increase tn values in Egypt compared to Lille was reco-

rded when using the ELISA tec -nique . This may be due to the

fact that the base line of the normal individuals in zfgypt

-- I-

'S i il i



-16-

is si-nficartly ..Iirnr taan that of Lille . Thi3 .y b

explained by th! nor-m-l hih a I-. o *icbulin c ,..z: t

recorded in the J.ypti .ns subsequent to p;ruzit.c a b.:-

erial infections i:akled 1972.

The sureriz:rity of the ELISA provcd by our r~iultz

might be due to the ability of one enzym2 molc"J -o

rez.ct with nu:.e_,ous z.olocules of subctr-te , t-.ereby.

lyifing the serzitivity of "etection of the enzy.:le ,..oreCv2r-

ELISA has any advantages ; minute quantities of saran or

plasma are needed ; a simple portable s-ectro.oto:oter c.n

be used under field conditions ; qualitative results can b.-

detected by the naked eye ; shelf life of reagents is rat:r

long and health hazards for laboratory pereannel are prL.ctic-

ally none . Voller et al 1977 showed that ELISA was Juzt as

sensitive as radJoimaunoassay for schistosomal antibody yet

the above mentioned advantages mean that ELISA is morc conv-

enient for use in most laborvtories
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Study No. 111 :-

The relo;Ee by ::dult scbistoscnes after i-fcct-- n o

iw..nosu,-,zr-ssive substance has been de 'oni t-zt- o by

1 2et al and , zait et al . T ,e c: i.:.,: t.at t:1i .-,.I

cnce whnich inhibits ly..,:.,cyte rolif-ration , ha.s alo'.%

.ol.wt. (50 - ICDD) and is t....o...bl.

On .of the main ::rob-ems raise. is to i}no.,w"

of this substance in vivo exieri ents ard to ux..cr . -

this substance could b.- res-onsible for the inpai' nt :-

the iL .unological res: on'e or nw :.uch is it invoivoe 1n

expcri..nal Schistosomiasis

Work has started to inve ig,: .te tis :Dint nthZ

study will be a preprrtion for tae thesis fcr tte deg'e 2

of master of science for a research student in our labs

who is engaged to work for the project

>torial and .:ethods:-

Isolation and preparation of immunosu-ppressive substa-

mce

The method used is that described by Dessait et al 2

The adult schistses (10.000) recovered from 40 days

infected hamasters were incubated for 3 hours in 10 .1 phy=-

iological saline . Supernatant of incubation uedium was

centrifuged for 5 minutes at 60-0 r.p.m. then filterd by

millipore filter of 0.45 pore size . The filtrate was !ials-

sed i-gainst distilled water ( 10 al ) at 4 C for 24 hours t'1

dialysate was collected and filtered through 0.22 pore size

millipore filter then lyophillysed till needed .

THTS PA 77 T 5 T QALI I F-rICBI

-4
_ e. .
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v.ljLZ (re dvidio' into 4 groLpS eLcnt Of 16

and D;~r

Grow) is t ,, -:n- 'l -c n-r. Lrf:ct'1

Grouip B Th4 ect.i' inr---critonL.lIZ f-lvIXr 2succ-

l:;o~Z. Cr .. L~l to v

5 fold- ;:r.::

Group C : ni - "J inf -cti nae :.i:J a'--

infoe t d .,-th ;.-man~zoni. cs:'cz.-I-3 ( £203

five days L-ter .. oein~ecte"-it

r.teri:ul as group 3

Group 3 In-f-cte-1 only . in thiis Ercuo nil

only infected vwita, S.=Lnsni ,it the s-, ti:7o:

fand with. the samne batc'i of cerc&.rme as rt-

C .

At variouz tj7,e in~ter'vals aftez, iafccti-'n 3 r~rts ffro-i

each group v/,er- s crificed . Spleen cells of e,-c , -rou-

were pooled in RP..: l,-4t --ndia . Then cells wvere plzatei.

on plaztic :etri-dish for 2 hour ;to remove the -,rcrona-s

The non zdherent cells were then incubw-ted in nylon wo

Colu-m "or 1/2 hour then elutod v.ith the sz me medir . A

susp ension of these purified cells were adjwsted to 5

million cells /ml

Cultures v-ore :)rep;arod in micrctitt-,r ,flat b~o

platen vhere each well received 1030 ul of cell cuse.-:wton

and 10J0 ul of concavalin A mitoren

.& A



Grzu'in C -.cre c'K,.t L-- ih 2~C o-

j -4 : -j.

early re-s-I :a:C ~n t: : .31 i. .J t 3 n

Zen* re zonse 4-s on

Each cultu.re J.e jci ~

diine ),12 hours before ter.-4ftatiori of cu'tur?

The F-a::lces vwcre cou'ntcJ in liqafll ScJint_-L :.ti~r.

counter and rate :f incor.-oratiDn is e:.n:r'r-.ed as

m~riute / culture ( c.p.m)

'.'ork is in cropress cr-. r-eSuLts wl be ttj P.Q

11.y invcctiZated

1-Cca.ius , D . , Des-_aint,J.P., Fische: , an! CEL-rc

A,t 1979 . Ica-unoaodlL inij subs-.ances fro7a

sites their role in the reS-.lation of the T:-

response . (in Pre.ss)

2 -Dessaint ,J.P. , Camus ,D., Fizicher,ZE., ' d Ca:,ron,

A.; 1977 . Inhibition of ly-.-)hoc",:te prolifi'Jir.h

factors produced by sehistosoca .a~nsoni .--ur. j.

Immnnlogy ,7 624 -620




